For purification of androgen receptor from hypertrophic human prostate,
After affinity labeling of the receptor thus obtained, the molecular weight was estimated. Some 1300-fold purification with a yield of 0.25% of the androgen receptor was achieved. The molecular weight of the receptor was mainly 45 K with 90 K in a lesser amount. The Stokes radius was calculated as 30A.
Recently, the structures of estrogen, progesterone and glucocorticoid receptors were elucidated precisely after extensive purification and cloning of cDNA for receptors using antibodies produced against the purified receptors (Walter et al., 1985 , Hollenberg et al., 1985 , Conneely et al., 1986 . There has been, however, a relatively limited amount of information concerning purification and the molecular structure of androgen receptors, and this might be mainly attributable to the extreme instability of receptor in relation to androgen (Chang et al., 1982 (Chang et al., , 1983 . Therefore, the development of an effiicient method for purification of the androgen receptor seems to be valuable, since the elucidation of the molecular nature of the steroid hormone 
SDSpolyacrglamide gel electrophoresis (SDS-PAGE) and fluorography
Slab gel containing SDS was used according to the method described by Laemmli (1970) . Concentrations of acrylamide in running and stacking gels were 10% and 5%, respectively. After separating free steroids with dextrancoated charcoal, the labeled sample was applied to a top of a DNA Sepharose column.
The column was eluted as described and radioactivity in each eluate was measured ( Fig. 2A, 2B ). Two radioactive peaks were obtained at 0.12M and 0.34M when NaCl gradient was used for elution, while only one radioactive peak was observed when the elution was performed with pyridoxal 5'-phosphate. Since slightly lower recovery of radioactivity (as shown on Affinity labeling of androgen receptor Eluate with 20mM pyridoxal 5'-phosphate from DNA Sepharose applied with the 40% ammonium sulfate fraction of cytosol was dialyzed and incubated with 1 nM 3H-R 1881 in the presence or absence of 100nM additives (Table 2 ). R 1881, mibolerone and dihydrotestosterone showed Cytosol was subjected to a DNA Sepharose column and the flow through fraction was precipitated by adding ammonium sulfate at a final concentration of 40% saturation.
The precipitate was dissolved in TEDMG buffer and the receptor was separated with Affinity Gel A. Androgen receptor was eluted with dihydrotestosterone and subjected to the second DNA androgen receptor was applied to a Sephadex G-200 column. The receptor was eluted at approximately the 45 K in molecular weight position (Fig. 4) . Stokes radius was calculated as 30 A. The affinity-labeled and heat-denatured androgen receptor was subjected to SDS-PAGE, and the gel was analyzed with silver nitrate staining and fluorography. Three bands in addition to the androgen receptor band were observed at molecular weights of 55, 62 and 65 K (Fig. 5) , Brinkmann et al., 1985 , 1986 . Since the labeling efof 3H-dihydrotestosterone 17 j3-bromoacetate, the latter was used in the present study, although its binding affinity is lower than that of dihydrotestosterone. The nonspecific binding with these agents seems to be inevitable (Chang et al., 1984) . Thus, affinity labeling of the receptor should be performed after eliminating other binders.
Steroid affinity gel has been adopted for the receptor of progesterone (Kuhn et al., 1975), estrogen (Sica and Bresciani, 1979) and glucocorticoid (Govindan and Manz, 1980) . For separation of the androgen receptor, few affinity gels have been reported Endocrinol. Japon et al., 1984) and 32,000 (Kodama et al., 1982 , Nakahara 1986) in hypertrophic human prostate, and 50,000 in transplantable human prostatic tumor (Brinkmann et al., 1986) . Two different sizes of denatured androgen receptor, 35,000-55,000 and 85,000-105,000 in normal human foreskin have been observed (Gyorki et al., 1986, Macaulay and Warne, 1987) . Among various tissues, there has been observed a common monomeric subunit of 110,000-120,000 with a 54A Stokes radius (Johnson et al., 1987 ). The present report shows 45,000 in the main band with 90,000 in the small one, and these values coincide with those reported in some of the above-mentioned literature. At present, the implications of two different androgen receptors are unclear, but it is possible that proteolysis takes place in place of electrophoretic mobility. The molecular weights of glucocorticoid receptor are reported as 90,000 and 45,000 (Govindan and Manz, 1980 , Govindan and Gronemeyer, 1984 , Idziorek et al., 1985 , and these are quite similar to those in the present report Previously, we reported 32,000 as the mo lecular weight of androgen receptor from hypertrophic human prostate in high salt solution, estimated by sucrose density gradient centrifugation (Kodama et al., 1982) . This may possibly be a fragment of androgen receptor, since the crude preparation has proteolytic activity. Further study with puri- 
